2 mL microcentrifuge tubes Phosphate-Buffered Saline 20% Sodium dodecyl sulfate (SDS) Lysozyme, 100mg/mL working concentration Proteinase K, 2.5 mg/mL working concentration 25:24:1 Phenol:Chloroform:Isoamyl alcohol (Tris-Saturated, molecular biology grade, buffered to pH 8.0) Light Phase Lock Gel™ Tubes (PLG, QuantaBio) microcentrifuge tubes 5 M NaCl (can also use 3 M NaOAc, pH 5.2) Isopropanol (molecular biology grade) 70% EtOH
Preparation of Cell Suspensions from cultured mycobacteria 1. Start with NTM isolates grown in 7H9+ADC (or OADC) media at 37˚C to an OD of 0.500 -1.200 at 600nm. a. From 4-30 mL liquid culture, vortex to homogenous suspension. i. At this point you can pipette off necessary amounts for stock for frozen stocks. ii. Pellets may also be frozen for future extractions. Store at -20˚C. b. Centrifuge tubes at 4500 rpm x 10 minutes and discard supernatant. Note: Make sure supernatant is not cloudy, sometimes a longer centrifuge is required. c. Weigh pellet. Starting mass should be 20-100 mg wet weight (optimal extractions at ~60-80 mg for wet weight). If you wash in PBS and weigh in a microcentrifuge tube, optimal weights may be 20-30 mg for "washed weight". i. Larger pellets may be divided and extractions performed in parallel; extracted DNA only from the same single colonies may be combined later. ii. Resuspend pellet in 350 µL of 1X PBS in 2 mL microcentrifuge tubes 2. Heat inactivate/kill the resuspended mycobacteria at 95˚C for 60 minutes 3. Centrifuge for 10 minutes at 4500 rpm and discard supernatant to remove residual PBS. Note: May require an additional 5-10 minutes if the supernatant is cloudy. 4. Add 400 µL of lysis buffer plus 100 µL of 20% SDS and mix by pipetting. i. PacBio goal: ideal total DNA is >5µg ii. MinION goal: >400ng with minimum concentration of >53 ng/µL c. Gel: 0.6% agarose gel, 0.1% EtBr, run low and slow (40V x 1.5-2 hours).
i. Goal: Large bright top-heavy smears/bands on gel that are >48kb on extend ladder. 25. If sample quality is suboptimal, options for clean-up include: d. Longer elution at 4°C. e. Repeat isopropanol precipitation i. Best to have starting volume of 100µL DNA at least. Reaction should be scaled to reaction volume (start at step 15). f. SPRI-bead based clean-up
